Introduction {#gmx020s1}
============

Clara cell protein-16 (CC16) is mainly secreted by the non-ciliated, non-mucous-secreting club-shaped cells that are present throughout the respiratory tract \[[@gmx020C1]\]. Growing evidence shows that CC16 has anti-inflammatory activities in lung inflammation diseases, such as chronic obstructive pulmonary disease (COPD) and asthma \[[@gmx020C2],[@gmx020C3]\], presumably via the inhibition of phospholipase A2 (PLA2) \[[@gmx020C4]\] and cytokine production \[[@gmx020C5]\]. Furthermore, studies of either human COPD cohorts or CC16-gene targeted mice in models of experimental COPD have indicated that reduced CC16 level contributes to the development and progression of COPD \[[@gmx020C6],[@gmx020C7]\]. Thus, the administration of CC16 has been regarded as a novel disease-modifying therapy for COPD \[[@gmx020C2]\].

Pro-inflammatory cytokines play important roles in the development of COPD and asthma. Tumor necrosis factor alpha (TNF-α), interleukin-6 (IL-6), and IL-8 are produced by both inflammatory cells and primary lung epithelial cells in response to a variety of different stimuli \[[@gmx020C8],[@gmx020C9]\]. TNF-α is a master cytokine during inflammation and a potent inducer of other pro-inflammatory chemokines and cytokines. It can induce the synthesis of eotaxin in lung epithelial cells; therefore, it plays a major role in coordinating mechanisms that command pro-inflammatory responses \[[@gmx020C10]\]. IL-6 is a multifunctional cytokine that is strongly involved in the regulation of inflammation, and both IL-6 and IL-8 \[also named chemokine (C-X-C motif) ligand 8 (CXCL8)\] are the major mediators and promoters for the recruitment and activation of neutrophils to regulate neutrophilic inflammation \[[@gmx020C11],[@gmx020C12]\]. Based on the prominent roles of TNF-α, IL-6, and IL-8 in lung inflammatory disease, reducing the level of these cytokines is a strategy for treating inflammation.

In the present study, we pre-treated mouse macrophages (RAW264.7 cells) with recombinant rat CC16 protein (rCC16), followed by lipopolysaccharide (LPS) treatment. We demonstrated that rCC16 could suppress the messenger ribonucleic acid (mRNA) and protein levels of TNF-α, IL-6, and IL-8 via a nuclear factor (NF)-κB- and p38 mitogen-activated protein kinase (MAPK)-dependent mechanism rather than the activator protein (AP)-1. Moreover, we also found that rCC16 functioned as an anti-inflammation mediator through the 9-transmembrane protein uteroglobin-binding protein (UGBP). Our results suggest that the administration of rCC16 can reduce pro-inflammatory cytokines and relieve the inflammatory response.

Materials and Methods {#gmx020s2}
=====================

Materials {#gmx020s2a}
---------

RAW264.7 cell line was purchased from the Cell Culture Center of the Chinese Academy of Medical Sciences (Beijing, China). rCC16 protein was prepared according to published procedures \[[@gmx020C13]\]. Briefly, the open reading frame of rat CC16 gene was amplified and cloned into the pET-30a(+) vector (Novagen, Darmstadt, Germany). rCC16 expression was induced in *Escherichiacoli* Rosetta(DE3) cells with 0.1 mM isopropy-β-D-thiogalactoside at 23°C and the rCC16 protein was purified by using Ni^2+^-NTA agarose (Qiagen, Duesseldorf, Germany). The endotoxin contents in the protein preparations were removed and the concentration of endotoxin in the final purified proteins was \<0.1 EU/ml. Purity of rCC16 was analyzed using 15% sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) with Coomassie blue R250 staining and high-performance liquid chromatography (HPLC) system (Zorbax SB-C18; Agilant, Palo Alto, USA). The activity of rCC16 was assessed using PLA2 activity assay according to published procedures \[[@gmx020C13]\].

LPS was purchased from Sigma (St Louis, USA). Enzyme-linked immunosorbent assay (ELISA) kits specific for mouse TNF-α, IL-6, and IL-8 were purchased from Westang (Shanghai, China). Trizol reagent and an UltraSYBR Two-Step RT-qPCR Kit were purchased from CWBIO (Beijing, China). Dulbecco\'s modified Eagle\'s medium (DMEM)/high-glucose and fetal bovine serum (FBS) were obtained from Gibco (Grand Island, USA). The NE-PER Nuclear and Cytoplasmic Extraction Kit and bicinchoninic acid (BCA) protein assay reagent were purchased from Thermo Scientific (Waltham, USA). Cell Counting Kit-8 was purchased from Dojindo (Osaka, Japan). RIPA lysis buffer, protease/phosphatase inhibitor cocktail and X-tremeGENE HP deoxyribonucleic acid (DNA) Transfection Reagent were obtained from Roche (Mannheim, Germany).

Antibodies against NF-κB/p65, phosphorylated NF-κB/p65, p38, phosphorylated p38, c-Jun, phosphorylated c-Jun, c-Jun N-terminal kinases (JNK)1/2, phosphorylated JNK1/2, inhibitory factor IκBα, phosphorylated IκBα, β-actin, and lamin B were purchased from Cell Signaling Technology (Danvers, USA). Antibody against CC16 was purchased from Santa Cruz Biotechnology (Dallas, USA).

Cell culture and treatments {#gmx020s2b}
---------------------------

RAW264.7 cells were cultured in DMEM/high-glucose with 10% FBS in a humidified 5% CO~2~ atmosphere at 37°C. Adherent cells were passaged every 3--4 days with a cell scraper. To determine the effect of rCC16 on cell viability, cells were cultured in 96-well plates at 1 × 10^4^ cells/well and treated with 1.0, 2.5, or 5.0 μg/ml rCC16 for 1--5 days, and PBS of same volume was used as control. The culture medium was replaced by 100 μl of medium containing 10 μl of cell count kit-8 (CCK-8) per well, and incubated for another 3 h. Cell viability was measured using the Cell Counting Kit-8 according to the manufacturer\'s protocol. In addition, Trypan Blue exclusion assay was also used to assess the effect of rCC16 on cell viability. RAW264.7 cells were treated as above, and then harvested and stained with 0.4% Trypan Blue. The number of total and dead cells (stained) was counted using a hemocytometer. The percentage of viable cells is calculated as follows: Viable cells (%) = (Number of total cells − Number of dead cells)/Number of total cells × 100%

For the treatment of RAW264.7 cells, the serum-supplemented media were replaced by serum-free media. In the experiments including LPS treatments, subconfluent cultures of RAW264.7 cells were washed with PBS and then treated with 0.5, 1.0, or 2.0 μg/ml rCC16 for 2 h; then, 0.1 μg/ml LPS was added to the culture and incubated for another 0.5, 12, or 24 h. After treatment, culture supernatants or cells were harvested for analysis over three independent experiments.

For transfection experiments, RAW264.7 cells were seeded into 24-well plates at 1 × 10^5^ cells/well and transfected with different plasmids using the X-tremeGENE HP DNA Transfection Reagent according to the manufacturers' protocols.

UGBP RNAi {#gmx020s2c}
---------

The UGBP short hairpin ribonucleic acid (shRNA) plasmid was constructed according to the published research \[[@gmx020C14]\] using pRNAT-H1.1/hygro siRNA expression plasmid (GeneScript, Piscataway, USA). In the meantime, an expression plasmid encoding a non-relevant sequence shRNA (scrambled shRNA) was constructed as a control. The interference efficiency of shRNA plasmid targeting the endogenous UGBP was detected by transient transfection of UGBP shRNA construct into RAW264.7 cells, followed by real-time reverse transcriptase-polymerase chain reaction (RT-PCR). The targeted mouse UGBP sequence is 5′-GCGAGTGCATCATCTCAAT-3′, the negative control sequence is 5′-TAAGGCTATGAAGAGATAC-3′.

Reverse transcriptase-polymerase chain reaction {#gmx020s2d}
-----------------------------------------------

After treatment with rCC16 and LPS or transfection with UGBP shRNA plasmid, RAW264.7 cells were harvested, and total ribonucleicacid (RNA) was extracted using the Trizol reagent. Real-time RT-PCR was performed on the Light Cycler^®^ 480 PCR Instruments using the UltraSYBR Two-Step RT-qPCR Kit according to the manufacturer\'s instructions. Equal amounts of total RNA (1 μg) from each sample were converted into complementary DNA (cDNA) in a reverse-transcription reaction. PCR for each gene was carried out in a 20-μl reaction mixture containing 1 μl of cDNA template. The PCR conditions were 95°C for 1 min, followed by 40 cycles of 95°C for 10 s and 60°C for 40 s. The 2^−ΔΔCT^ method was used to calculate the relative level of gene expression. The expression of the housekeeping gene *β-actin* was used as the internal control. The reactions were performed in triplicate for each sample. The primers were listed in **Table [1](#gmx020TB1){ref-type="table"}**. Table 1.Primers used for quantitative real-time RT-PCRNameForward primer (5′→3′)Reverse primer (5′→3′)TNF-αTCCCAGGTTCTCTTCAAGGGAGGTGAGGAGCACGTAGTCGGIL-6ACAAAGCCAGAGTCCTTCAGAGGGTCCTTAGCCACTCCTTCTGIL-8CCGTCCCTGTGACACTCAAGACAGAAGCTTCATTGCCGGTUGBPTCAGTCCCAAAGTCTAAAGTCGTTCCAAGATGTAACGCAACAGβ-actinCTAAGGCCAACCGTGAAAAGACCAGAGGCATACAGGGACA

To detect endogenous CC16 mRNA expression in RAW264.7 cells, total RNA was extracted using Trizol reagent, cDNA was synthesized, and CC16 was amplified according to the published protocols \[[@gmx020C15]\]. The mouse CC16 forward primer was 5′-ATGAAGATCGCCATCACAATCA-3′, the reverse primer was 5′-GAATCTTAAATCTTGCTTACACAG-3′; and the *β-actin* was used as an internal control with the forward primer 5′-CACGATGGAGGGGCCGGACTCATC-3′ and the reverse primer 5′-TAAAGACCTCTATGCCAACACAGT-3′. The mouse lung cDNA library (provided by Prof. Rui Guo, Shanxi Medical University, Taiyuan, China) was used as a positive control.

Enzyme-linked immunosorbent assay {#gmx020s2e}
---------------------------------

RAW264.7 cells were seeded in 12-well plates at 1 × 10^6^ cells/well and cultured overnight. The cells were pre-treated with different concentrations of rCC16 for 2 h and then treated with 0.1 μg/ml LPS for another 24 h. The culture supernatants were collected to detect the TNF-α, IL-6, and IL-8 levels using the corresponding ELISA kit according to the manufacturer\'s instructions. To determine whether the UGBP is involved in the activities of rCC16, the UGBP shRNA plasmid and negative control plasmid were transfected into RAW264.7 cells. Twenty four hours later, the cells were pre-treated with 0 or 2.0 μg/ml rCC16 for 2 h and then treated with 0.1 μg/ml LPS for another 24 h. The levels of TNF-α, IL-6, and IL-8 in supernatants were measured by ELISA. All samples were examined in triplicate.

Luciferase reporter assay {#gmx020s2f}
-------------------------

RAW264.7 cells were seeded in 24-well plates at a density of 1 × 10^5^ cells/well and were co-transfected with 0.5 μg of NF-κB or AP-1 promoter luciferase reporter plasmid and 0.02 μg of Renilla luciferase plasmid (Beyotime, Nantong, China) using X-tremeGENE HP DNA Transfection Reagent. After 24 h, 2.0 μg/ml rCC16 was added and incubated for 2 h, after which the cells were treated with 0.1 μg/ml LPS for another 24 h. The cells were lysed, and the Firefly luciferase activity was assayed and normalized to Renilla luciferase activity using a dual luciferase reporter assay system (Promega, Madison, USA).

Electrophoretic mobility shift assay {#gmx020s2g}
------------------------------------

RAW264.7 cells were pre-treated with 2.0 μg/ml rCC16 for 2 h, followed by LPS treatment for another 1 h. Then, 5.0 μg of nuclear extract was incubated with 20 nM biotin-labeled double-stranded oligonucleotide probes (Beyotime, China) containing the consensus sequence for the NF-κB-DNA or AP-1-DNA-binding site for 20 min at room temperature and then separated on a non-denaturing 6% (w/v) polyacrylamide gel. The biotin-labeled oligonucleotide probes were transferred from the polyacrylamide gel onto a nylon membrane and then detected using the LightShift Chemiluminescent electrophoretic mobility shift assay (EMSA) kit (Thermo Scientific) according to the manufacturer\'s instructions.

Western blot analysis {#gmx020s2h}
---------------------

Cold RIPA lysis buffer containing protease/phosphatase inhibitor cocktail and phenylmethanesulfonyl fluoride was used for total protein extraction. The NE-PER Nuclear and Cytoplasmic Extraction Kit was used for nuclear protein extraction. All of the proteins were quantified using the BCA protein assay reagent and then separated by 12% SDS-PAGE. Protein bands were electrophoretically transferred to a polyvinylidene fluoride membrane. The membrane was blocked with 5% skimmed milk, incubated overnight with the indicated antibodies at 4°C, and then incubated with HRP-conjugated anti-rabbit or anti-mouse immunoglobulin G for 1 h at room temperature. The protein bands were visualized using the electro-chemi-luminescence blot detection system (Pierce, Dallas, USA). To detect endogenous CC16 protein expression in RAW264.7 cells, the total protein extraction was prepared from RAW264.7 cells and the mouse lung total protein sample (provided by Prof. Rui Guo) was used as a positive control.

Statistical analysis {#gmx020s2i}
--------------------

Data are presented as the mean ± SD. Student\'s *t*-test was used to compare two groups. Multiple-group comparisons were performed using S-N-K method after a one-way analysis of variance analysis. All of the statistical analyses were performed using the Statistical Package for the Social Sciences (SPSS) for Windows, version 13.0. Differences were considered statistically significant at *P* value \< 0.05.

Results {#gmx020s3}
=======

rCC16 at low concentrations has no cytotoxic effect on RAW264.7 cells {#gmx020s3a}
---------------------------------------------------------------------

SDS-PAGE with Coomassie blue R250 staining and HPLC assays showed that the purity of rCC16 was over 95%. rCC16 inhibited the activity of PLA2, which showed rCC16 had bioactivity \[[@gmx020C13]\]. First, we found that there was no endogenous CC16 expression in RAW264.7 cells as determined by RT-PCR and western blot assays (**Fig. [1](#gmx020F1){ref-type="fig"}A,B**). To investigate the cytotoxic effect of rCC16, RAW264.7 cells were treated with rCC16 at 1.0, 2.5, 5.0 μg/ml or PBS control, and the cell viability was assessed 1--5 days later. The effect of rCC16 on RAW264.7 cell proliferation and viability was assessed by CCK-8 assays and Trypan Blue staining, respectively. As shown in **Fig. [1](#gmx020F1){ref-type="fig"}C**, the treatment of RAW264.7 cells with rCC16 evoked a dose-dependent inhibition of cell proliferation compared to PBS controls, as determined by CCK-8 assays. The data showed that treatment of cells with 5 μg/ml rCC16 had an obvious cytotoxicity at Day 5. However, there was no difference in cell viability among treatments with different concentrations of rCC16 (**Fig. [1](#gmx020F1){ref-type="fig"}D**). These results suggest that the reduction of cell number observed at high concentrations of rCC16 is due to reduced cell proliferation rather than cell death. Taken together, our data indicate that rCC16 at low concentrations (2.5 μg/ml or lower) displays no cytotoxic effect on RAW264.7 cells. Figure 1.**Endogenous expression of CC16 in RAW264.7 cells and effects of rCC16 protein on RAW264.7 cell viability** (A,B) The endogenous CC16 expression in RAW264.7 cells was detected by RT-PCR (A) and western blot analysis (B). Lane M: DNA marker; Lane 1: positive control (mouse lung sample); Lane 2: RAW264.7 cells sample. β-Actin was used as an internal control. Each assay was repeated three times with similar results. (C,D) RAW264.7 cells were treated with 1.0, 2.5, or 5.0 μg/ml rCC16 or the same volume of PBS for 1--5 days, and cell proliferation and cell viability were determined by CCK-8 assays (C) and Trypan Blue staining (D), respectively. The data are presented as the mean ± SD of three independent experiments. \**P* \< 0.05 relative to vesicle controls. RT-PCR, reverse transcriptase-polymerase chain reaction, DNA, deoxyribonucleic acid.

rCC16 inhibits the expressions of TNF-α, IL-6, and IL-8 in LPS-stimulated RAW264.7 cells {#gmx020s3b}
----------------------------------------------------------------------------------------

RAW264.7 cells release various cytokines in response to stimulation with LPS \[[@gmx020C16]\]. To determine the potential effect of rCC16 on the production of pro-inflammatory cytokines, RAW264.7 cells were pre-treated with different dosages of rCC16 for 2 h, followed by stimulation with LPS (0.1 μg/ml) for 24 h. The mRNA and protein levels of the cytokines were measured by real-time PCR and ELISA assays, respectively. As shown in **Fig. [2](#gmx020F2){ref-type="fig"}**, LPS stimulation markedly increased the productions of TNF-α, IL-6, and IL-8, while the expressions of these LPS-stimulated cytokines were inhibited by rCC16 in a dose-dependent manner, being significant at concentrations over 1.0 μg/ml at the mRNA (**Fig. [2](#gmx020F2){ref-type="fig"}A--C**) and protein (**Fig. [2](#gmx020F2){ref-type="fig"}D--F**) levels. These results suggest that rCC16 effectively suppresses the production of pro-inflammatory cytokines in LPS-stimulated RAW264.7 cells. Figure 2.**Effect of rCC16 on LPS-induced TNF-α, IL-6, and IL-8 expression in RAW264.7 cells** (A--F) Real-time PCR (A--C) and ELISA assays (D--F) showed the inhibition of LPS-stimulated TNF-α, IL-6, and IL-8 expression by rCC16 in a concentration-dependent manner. RAW264.7 cells were incubated for 2 h with 0--2.0 μg/ml rCC16 and then exposed to 0.1 μg/ml LPS for another 24 h. For qPCR determinations, the results are expressed as ratios of 2^−∆∆CT^ qPCR values for TNF-α, IL-6, and IL-8 mRNA/β-actin. For ELISA determinations, the results are expressed as the absolute protein values of TNF-α, IL-6, and IL-8. The data are presented as the mean ± SD of three independent experiments. \**P* \< 0.05 and \*\**P* \< 0.01 indicate significant differences between groups as shown. qPCR, quantitative polymerase chain reaction; TNF-α, tumor necrosis factor alpha; IL-6, interleukin-6; LPS, lipopolysaccharide; mRNA, messenger RNA; ELISA, enzyme-linked immunosorbent assay.

rCC16 suppresses the transcriptional activity and DNA binding of NF-κB but not AP-1 in LPS-stimulated RAW264.7 cells {#gmx020s3c}
--------------------------------------------------------------------------------------------------------------------

Because NF-κB and AP-1 have been implicated in the transcriptional activation of various inﬂammatory cytokines \[[@gmx020C17],[@gmx020C18]\], the effects of rCC16 on these signaling pathways were investigated by luciferase reporter assay and EMSA. As shown in **Fig. [3](#gmx020F3){ref-type="fig"}A,B**, LPS caused an \~15- and 10-fold increase in the relative luciferase activity of NF-κB and AP-1, respectively, and rCC16 inhibited LPS-induced NF-κB transcriptional activity but had no effect on AP-1. To further verify the inhibitory effect of rCC16 on NF-κB but not AP-1 activity, EMSA was used to determine whether rCC16 could inhibit the DNA-binding activity of NF-κB or AP-1 using a biotin-labeled consensus p65 or c-Jun probe. As shown in **Fig. [3](#gmx020F3){ref-type="fig"}C,D**, LPS treatment augmented the p65 and c-Jun DNA-binding activities significantly, and rCC16 suppressed LPS-induced NF-κB-DNA binding but not AP-1-DNA binding. These findings indicate that rCC16 suppresses the transcriptional activity of NF-κB by blocking its DNA binding and that rCC16 has no effect on AP-1 activity. Figure 3.**rCC16 inhibits the LPS-induced activation and DNA binding of NF-kB but not AP-1 transcription factors in RAW264.7 cells** (A--D) Luciferase reporter assay (A, B) and EMSA (C, D) showed the suppression of the transcriptional activity (A) and DNA binding (C) of an NF-κB-responding promoter construct by rCC16 in RAW264.7 cells stimulated with 0.1 μg/ml LPS for 24 h (luciferase reporter assay) or 1 h (EMSA assay). rCC16 had no effect on AP-1 transcriptional activity (B) or DNA binding (D) under the same conditions. Each assay was repeated three times with similar results. The data are presented as the mean ± SD of three independent experiments. \*\**P* \< 0.01 indicates significant differences between groups as shown. LPS, lipopolysaccharide; AP-1, activator protein; NF-κB, nuclear factor; DNA, deoxyribonucleic acid.

rCC16 attenuates LPS-induced NF-κB activation in RAW264.7 cells {#gmx020s3d}
---------------------------------------------------------------

NF-κB activation involves either the translocation of the p65 subunit into the nucleus or the phosphorylation of the p65 subunit. Thus, we investigated whether rCC16 inhibits p65 nuclear translocation and phosphorylation. As shown in **Fig. [4](#gmx020F4){ref-type="fig"}A**, an increased level of NF-κB/p65 in the nucleus was observed in LPS-treated cells, and this increase was significantly suppressed by rCC16. Consistently, a decreased level of cytosolic NF-κB/p65 was observed in LPS-treated cells, and rCC16 rescued this decrease under the same conditions. Western blot analysis also showed that LPS increased the phosphorylation of p65 at Ser276; the pretreatment of cells with rCC16 attenuated this phosphorylation without affecting the total level of p65 (**Fig. [4](#gmx020F4){ref-type="fig"}B**). These data suggest that the inhibition of NF-κB activity by rCC16 involves both the blockage of nuclear translocation and the phosphorylation of its p65 subunit in LPS-induced RAW264.7 cells. Figure 4.**rCC16 prevents the nuclear translocation and phosphorylation of NF-κB/p65 in LPS-induced RAW264.7 cells** RAW264.7 cells were treated with rCC16 at 2.0 μg/ml for 2 h and then exposed to LPS exposure at 0.1 μg/ml for another 1 h. (A,B) The subcellular distributions of NF-κB/p65 were determined by western blot analysis in the nuclear and cytoplasmic preparations (A), and the phosphorylation of NF-κB/p65 was detected by western blot analysis (B). The potential contamination of the nucleus-fractions by cytosol fractions was checked and excluded by western blot analysis using anti-β-actin antibody in the same samples. One representative of three independent experiments is shown. β-Actin and lamin B were used as cytosol-fraction or total cell extract and nucleus-fraction internal loading controls, respectively. LPS, lipopolysaccharide, NF-κB, nuclear factor.

rCC16 inhibits the LPS-induced phosphorylation of IκBα and p38 in RAW264.7 cells {#gmx020s3e}
--------------------------------------------------------------------------------

The nuclear translocation and phosphorylation at Ser276 of the NF-κB/p65 subunit depend on the phosphorylation and degradation of its inhibitory unit IκB and p38 MAPK signaling pathway, respectively \[[@gmx020C19],[@gmx020C20]\]. We, therefore, first tested whether the administration of rCC16 could result in the cellular phosphorylation and degradation of IκBα in LPS-stimulated RAW264.7 cells. As shown in **Fig. [5](#gmx020F5){ref-type="fig"}A**, LPS exposure resulted in the increased phosphorylation of IκBα, and the pretreatment of cells with rCC16 suppressed this phosphorylation. Meanwhile, the decrease in the cellular level of IκBα caused by LPS was attenuated by rCC16 pretreatment in a similar pattern. Next, we investigated whether the decreased phosphorylation of the p65 subunit by rCC16 also involves p38 MAPK. As shown in **Fig. [5](#gmx020F5){ref-type="fig"}B**, rCC16 reduced the p-p38 level, but did not affect the total p38 level in LPS-stimulated RAW264.7 cells. These findings indicate that the rCC16 treatment of RAW264.7 cells prevents both the LPS-induced phosphorylation and degradation of IκBα. Moreover, rCC16 treatment also inhibits the activation of the p38 MAPK signaling pathway, which results in the phosphorylation at Ser276 of the NF-κB/p65 subunit in LPS-stimulated RAW264.7 cells. Figure 5.**rCC16 inhibits the LPS-induced phosphorylation of IκBα and p38 MAPK in RAW264.7 cells** RAW264.7 cells were treated with rCC16 at 2.0 μg/ml for 2 h and then exposed to LPS exposure at 0.1 μg/ml for another 1 h. The total proteins were extracted, and the levels of phosphorylated IκBα (A) and p38 MAPK (B) were detected by western blot analysis. The degradation of IκBα was detected by western blot analysis (A). One representative of three independent experiments is shown. β-Actin was used as an internal loading control. LPS, lipopolysaccharide.

rCC16 has no effect on the nuclear translocation of c-Jun or the phosphorylation of JNK and c-Jun in LPS-stimulated RAW264.7 cells {#gmx020s3f}
----------------------------------------------------------------------------------------------------------------------------------

Accumulating evidence suggests that JNK and p38 MAPK are phosphorylated to activate the AP-1 transcription factor in LPS-treated macrophages \[[@gmx020C21],[@gmx020C22]\]. We demonstrated that rCC16 had no effect on AP-1 activity in LPS-stimulated RAW264.7 cells, although it suppressed the phosphorylation of p38 under the same conditions (**Figs. [3](#gmx020F3){ref-type="fig"}C,D** and **[5](#gmx020F5){ref-type="fig"}B**). These results inspired us to investigate the roles of rCC16 in the phosphorylation of JNK and c-Jun, the latter is the active subunit of AP-1 \[[@gmx020C23]\]. Western blot analysis results revealed that the phosphorylation of JNK and c-Jun was enhanced in LPS-treated RAW264.7 cells. Nevertheless, pretreatment with rCC16 did not alter this augment (**Fig. [6](#gmx020F6){ref-type="fig"}A**). Moreover, we examined the nuclear translocation of c-Jun with or without rCC16 pretreatment in LPS-stimulated RAW264.7 cells. As shown in **Fig. [6](#gmx020F6){ref-type="fig"}B**, an augmented level of c-Jun in the nucleus was observed in LPS-treated cells, but this increase was not affected by rCC16. These findings imply that rCC16 treatment can not affect the nuclear translocation of c-Jun or the phosphorylation of JNK and c-Jun. Figure 6.**Effect of rCC16 on the nuclear translocation of c-Jun, phosphorylation of JNK and c-Jun in LPS-stimulated RAW264.7 cells** RAW264.7 cells were treated with rCC16 at 2.0 μg/ml for 2 h and then exposed to LPS exposure at 0.1 μg/ml for another 1 h. (A) The total proteins were extracted, and the levels of phosphorylated JNK, c-Jun, and total JNK, c-Jun were detected by western blot analysis. (B) Subcellular distributions of c-Jun were determined by western blot analysis in nuclear and cytoplasmic preparations. One representative of three independent experiments is shown. β-Actin and lamin B were used as cytosol-fraction or total cell extract and nucleus-fractions internal loading controls, respectively. LPS, lipopolysaccharide; JNK, c-Jun N-terminal kinases .

rCC16 exerts its anti-inflammatory effects via UGBP {#gmx020s3g}
---------------------------------------------------

It has been reported that UGBP acts as a receptor of CC16 and this protein is expressed in several cancer and normal cell types including RAW264.7 cells \[[@gmx020C24],[@gmx020C25]\]. To test whether UGBP is involved in the inhibition of TNF-α, IL-6, and IL-8 by rCC16 in LPS-stimulated RAW264.7 cells, the endogenous UGBP was down-regulated by RNA interference and then the expression of pro-inflammatory cytokines was detected by ELISA. As shown in **Fig. [7](#gmx020F7){ref-type="fig"}**, quantitative RT-PCR result demonstrated that the endogenous UGBP in RAW264.7 cells was effectively suppressed (**Fig. [7](#gmx020F7){ref-type="fig"}A**). ELISA results showed that the production of TNF-α, IL-6, and IL-8 (**Fig. [7](#gmx020F7){ref-type="fig"}B--D**) was reversed in rCC16-pretreated and LPS-stimulated RAW264.7 cells when endogenous UGBP was down-regulated. Figure 7.**UGBP is involved in the anti-inflammatory role of rCC16 in LPS-stimulated RAW264.7 cells** (A) RAW264.7 cells were transfected with UGBP shRNA plasmid or negative control plasmid. The mRNA levels of UGBP were detected by real-time RT-PCR. Each assay was repeated three times with similar results. (B--D) RAW264.7 cells were transfected with UGBP shRNA plasmid or negative control plasmid; after 24 h, cells were pre-treated with or without 2.0 μg/ml rCC16 for 2 h, and then exposed to 0.1 μg/ml LPS for another 24 h. The levels of TNF-α, IL-6, and IL-8 in supernatants were measured by ELISA. The data are presented as the mean ± SD of three independent experiments. \*\**P* \< 0.01 indicate significant differences between groups as shown. TNF-α, tumor necrosis factor alpha; iL-6, interleukin-6; LPS, lipopolysaccharide; mRNA, messenger RNA; RT-PCR, reverse transcriptase-polymerase chain reaction. ELISA, Enzyme-linked immunosorbent assay; UGBP, uteroglobin-binding protein.

Discussion {#gmx020s4}
==========

COPD is a chronic lung disease characterized by unresolving inflammation due to the accumulation of activated neutrophils and T cells, causing small-airway obstruction. It has become a global epidemic due to increased air pollution and exposure to cigarette smoke. At present, bronchodilator and anti-inflammatory corticosteroids are widely used to treat all COPD patients; however, these approaches are disappointing because a certain number of COPD patients are resistant to corticosteroid treatment \[[@gmx020C26]\]. Therefore, alternative effective anti-inflammatory drugs are required.

CC16 with anti-inflammatory and immunomodulatory characteristics is mainly produced by the Clara cell which is present throughout the respiratory tract epithelium from the nose to the respiratory bronchioles \[[@gmx020C27]\]. Several human cohort and animal studies have shown that loss of CC16 airway expression contributes to the airway inflammation processes \[[@gmx020C28]--[@gmx020C30]\]. In our previous study, we demonstrated that rCC16 suppresses LPS-induced metalloproteinase (MMP)-9 expression in rat tracheal epithelial cells to reduce the inflammation response \[[@gmx020C13]\]. In the present study, we tested the effect of rCC16 on pro-inflammatory mediator production in LPS-stimulated RAW264.7 cells to further demonstrate the anti-inflammatory activity of CC16.

We first analyzed the cytotoxic effect of rCC16 on RAW264.7 cells. Our data showed that rCC16 had no toxicity on cells when the concentration was \<5.0 μg/ml. It has been shown that the overexpression of CC16 in immortalized bronchial epithelial cells delays the induction of anchorage independent growth \[[@gmx020C13],[@gmx020C31]\]. Therefore, we used 2.0 μg/ml rCC16 or less in our present study.

Pro-inflammatory cytokines which are produced by both epithelial cells and immune cells, including macrophages and neutrophils, play an essential role in the development of air inflammation \[[@gmx020C32]\]. It has been reported that LPS binds to and activates toll-like receptor 4  \[[@gmx020C33]\] to induce signaling via conventional pro-inflammatory pathways, such as NF-κB, AP-1, and MAPK/extracellular signal-regulated kinase (ERK)/JNK/p38. Signaling through these pathways leads to an activation of the adaptive immune system and to the subsequent release of cytokines, such as TNF-α, IL-6, and IL-8 \[[@gmx020C17],[@gmx020C22],[@gmx020C34]\]. We therefore used LPS to determine its effect on TNF-α, IL-6, and IL-8 expression in RAW264.7 cells and the effectiveness of rCC16 as an anti-inflammation *in vitro*. Our data suggested that LPS indeed promoted TNF-α, IL-6, and IL-8 expression at both the mRNA and protein levels and that this effect was suppressed by rCC16 in a dose-dependent manner. We then examined the effect of rCC16 on LPS-induced NF-κB and AP-1 activation using reporter gene assays and EMSA analysis, since NF-κB and AP-1 are two of the key transcription factors, which are activated by LPS and have been implicated in regulating genes of the inflammatory cascade. We found that LPS could induce the transcriptional activation of NF-κB and AP-1. The transcriptional activity of NF-κB was suppressed together with the formation of NF-κB-DNA complexes by rCC16; however, the activity of AP-1 was not affected by rCC16. These data showed that rCC16 inhibited the LPS-induced activation of NF-κB but not of AP-1.

We, therefore, investigated the effect of rCC16 on the nuclear translocation and phosphorylation of the NF-κB/p65 subunit, both of which are implicated in the activation of NF-κB \[[@gmx020C35]--[@gmx020C37]\]. Our results showed that rCC16 suppressed the nuclear translocation and phosphorylation of NF-κB/p65, which were increased by LPS. It is well known that the nuclear translocation of the NF-κB/p65 subunit depends on the phosphorylation and degradation of its inhibitor IκBα \[[@gmx020C35]\]. In addition, some evidence indicates that LPS can induce the phosphorylation of p38 MAPK \[[@gmx020C36]\] and then activate NF-κB via the phosphorylation of the p65 subunit at Ser276 \[[@gmx020C37]\]. Our results consistently showed that LPS promoted the phosphorylation and degradation of IκBα in LPS-treated RAW264.7 cells, and addition of rCC16 abolished this role of LPS. Meantime, we also found that rCC16 could reverse the phosphorylation of p38 without affecting its total level in LPS-stimulated RAW264.7 cells.

The AP-1 transcription factor is a dimeric complex composed of c-Jun/c-Jun or c-Jun/c-Fos. Usually, AP-1 activation is mainly induced by the phosphorylation and nuclear translocation of c-Jun \[[@gmx020C38],[@gmx020C39]\]. The phosphorylation of Ser63 or Ser73 by JNK potentiates the ability of c-Jun to activate transcription \[[@gmx020C40]\]. In the present study, we found that the application of rCC16 did not inhibit the LPS-induced phosphorylation of JNK, phosphorylation of c-Jun or nuclear translocation of c-Jun. It has been reported that activated p38 could increase c-Fos expression and activate AP-1 activity to mediate inflammation \[[@gmx020C41]\]. Our results showed that rCC16 could attenuate the phosphorylation of p38 but not affect the AP-1 activity. Taken together, we propose that LPS triggered AP-1 activity mainly through JNK/c-Jun other than the p38/c-Fos signaling pathway in our present study.

CC16, which is also called uteroglobin, is a glucocorticoid-inducible secretory protein \[[@gmx020C42]\]. It has been reported that uteroglobin can bind to UGBP which is a nine-transmembrane protein \[[@gmx020C43]\] and then induce the phosphorylation of ERK in NIH3T3 cells \[[@gmx020C14]\]. Moreover, UGBP has been shown to be expressed on RAW264.7 cells \[[@gmx020C24]\]. Therefore, we used RNA interference to down-regulate the UGBP expression and found that down-regulation of UGBP did affect the anti-inflammatory role of rCC16.

In conclusion, our results indicate that rCC16 decreases the production of the pro-inflammatory cytokines TNF-α, IL-6, and IL-8 in LPS-treated RAW264.7 macrophages by inactivating the NF-κB and p38 MAPK pathways rather than the AP-1 pathway. In addition, rCC16 exerts its anti-inflammatory effects via UGBP. These findings will allow us to gain further insight into the biological and molecular functions of CC16. Our observations indicate that CC16 augmentation approaches might have therapeutic efficacy in lung inflammatory disease.
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